The preovulatory follicle of the domestic hen is almost certainly a steroid-producing structure (see Shahabi, Norton & Nalbandov, 1975) . However (Gilbert, 1971 ). A cut, about 2 cm long, was made with a scalpel approximately along the line of the stigma, though the exact position is not critical. This step must be carried out quickly, with one sweeping stroke, and it should be completed before much escape of yolk occurs. Scissors may be used instead of a scalpel but they were found to be less satisfactory because there was a tendency for a point to penetrate too deeply into the yolk mass. Immediately after it had been cut the follicle was inverted over a suitable dish containing an aqueous medium and the follicular contents (yolk, perivitelline layer, granulosa and basal lamina) (Gilbert, 1971) were allowed to fall into the medium. The choice of medium depended on the purpose for which the granulosa cells were being harvested.
. However, the details of steroidogenesis are unknown because studies are complicated by the presence of steroidogenic cells of two types, the granulosa and the thecal interstitial cells (Text- fig. 1 ). Furthermore, it is difficult to obtain preparations free from large amounts of yolk which interfere with the analytical techniques.
A simple method has been developed for separating granulosa cells from the surrounding thecal covering and to obtain them essentially free of yolk. This method also provides a procedure for isolating the basal lamina.
The hens used were from various commercially-available strains and were housed in cages or pens : the husbandry practice appeared not to affect the results obtained.
Preovulatory follicles were carefully excised from the ovaries of birds under general anaesthesia or killed by an overdose of sodium pentobarbitone (Nembutal : Abbott Laboratories). Best results were obtained with follicles weighing between 8 and 15 g. The stalk of the excised follicle was held with forceps so that the clear, avascular stigma was uppermost (Gilbert, 1971 ). A cut, about 2 cm long, was made with a scalpel approximately along the line of the stigma, though the exact position is not critical. This step must be carried out quickly, with one sweeping stroke, and it should be completed before much escape of yolk occurs. Scissors may be used instead of a scalpel but they were found to be less satisfactory because there was a tendency for a point to penetrate too deeply into the yolk mass. Immediately after it had been cut the follicle was inverted over a suitable dish containing an aqueous medium and the follicular contents (yolk, perivitelline layer, granulosa and basal lamina) (Gilbert, 1971) were allowed to fall into the medium. The choice of medium depended on the purpose for which the granulosa cells were being harvested.
If the operation has been done correctly, the entire theca (Text- fig. 1 , PI. 1, Fig. lb) remains held in the forceps, without contamination by yolk or granulosa material, and it can be used for studies of thecal activity. The yolk, covered by the perivitelline layer, the granulosa layer and the basal lamina (Text- fig. 1, PL 1, Fig. 3 ), settles as an almost undisturbed sphere on the floor of the vessel. The split occurs at a position different from that occurring during ovulation when the granulosa cells and the basal lamina remain with the theca (PI. 1, Fig. la) .
Removal of the granulosa layer, together with its associated basal lamina and perivitelline layer, from the yolk was carried out under a low-power lens or dissecting microscope with a black back¬ ground. The cut ends of the composite membrane surrounding the yolk were located, grasped with fine dissecting forceps and gently pulled away from the yolk thereby everting the membrane over the surface of the yolk: this was made easier by using the yolk as a mass to pull against. Fig. 3) . The granulosa cells, arranged in a single layer but separated from each other by gaps, were covered with numerous microvilli which, at the cell apices, extended into the meshwork of dense, rod-shaped elements of the perivitelline layer. The basal surfaces of the cells were comparatively smooth and were closely associated with the basal lamina. Details of the structure will be described in a later publication.
Isolated granulosa cells were obtained by separating the basal lamina from the perivitelline layer. This is best done under a dissecting microscope with magnifications of about 50-100: very fine watch-maker's forceps were used to tease the basal lamina from the granulosa cells, which tended to remain attached to the perivitelline layer. Once separation had started, it was possible to pull the basal lamina away in large sheets, exposing the granulosa cells. These were then washed from the perivitel¬ line layer by gentle agitation or a stream of medium from a Pasteur pipette. The granulosa cells were then collected by gentle centrifugation.
This technique is being used in several pieces of research, including an investigation of the physical and biochemical properties of the basal lamina and an examination of the detailed structure of the granulosa cells with the electron microscope. Tissue-culture work is being developed for study of yolk-transport mechanisms and steroidogenesis in granulosa cells and thecal interstitial cells. Fig. 3 . Electron micrograph of a section at right angles to the composite membrane fixed after stripping from the oocyte. A granulosa cell is seen sandwiched between the basal lamina (BL) and the perivitelline layer (PL).
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